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as well as HMW proteins that cross-reacted with anti-NGAL and
anti-MMP-9 antibodies but not with the anti-MMP-13 antibody.
In addition, anti-NGAL antibody or anti-MMP-9 antibody, but not
anti-MMP-13 antibody, was able to specifically immunoprecipi-
tate the ∼130-kDa HMW synovial fluid MMP activity. Conditioned
media from chondrocytes stimulated with IL-1β also showed el-
evated levels of the MMP-9/NGAL complex and MMP-9 activity,
detected by Western immunoblotting and enzymography, re-
spectively. Additional studies showed that the HMW synovial
fluid MMP-9 activity co-migrated with a purified MMP-9/NGAL
complex on a gelatin zymogram. Furthermore, the MMP-9/NGAL
complex could be reconstituted in vitro by mixing recombinant
human MMP-9 and NGAL in gelatinase assay buffer. The ex-
pression of MMP-9 and NGAL mRNA was enhanced several fold
in IL-1β-treated human OA chondrocytes. Conditioned medium
of human chondrocytes transfected with either NGAL or MMP-9
siRNA showed significantly lower MMP-9/NGAL complex levels
when compared to chondrocytes cultures transfected with MMP-
13 siRNA (P<0.05). Recombinant human MMP-9 incubated in
gelatinase assay buffer in the absence of NGAL showed rapid
MMP-9 degradation with loss of MMP-9 activity. Histochemical
and biochemical analysis of human cartilage explants showed
that proteoglycan and Type II collagen content loss was signifi-
cantly elevated when NGAL was added exogenously to human
cartilage explant cultures stimulated with IL-1β (p <0.05).
Conclusions: IL-1β-stimulated human chondrocytes expressed
NGAL and MMP-9 which combined to form a HMW active MMP-
9/NGAL complex. These results showed that the MMP-9/NGAL
complex protected MMP-9 from auto-degradation since a rapid
loss of MMP-9 activity was detected in the absence of NGAL.
These results suggested that NGAL inhibition may be a useful
therapeutic approach for suppressing cartilage degradation in
OA.
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Purpose: Activation of toll-like receptors (TLR) by endogenous
ligands has been suggested as a mechanism for response to
tissue damage. Both TLR-2 and TLR-4 have been implicated
in this process. Our recent work has suggested that expression
of the chitinase 3-like protein (Chi3L) 1 in rat chondrocytes
is controlled mainly by the NF-kappa B signalling pathway, a
major component of the toll-like receptor (TLR) signalling system,
suggesting that its production could be part of the cells’ response
to activation of TLRs. In contrast to rodent chondrocytes, human
cells express two forms of Chi3L proteins, designated 1 and 2.
The aim of the work reported below was to investigate whether
expression of both Chi3L proteins in articular chondrocytes was
part of the TLR-response in these cells and whether or not their
expression was co-ordinated in human cartilage.
Methods: Articular chondrocytes were isolated from femoral
heads of neonatal rats and used in primary cultures. Human
articular chondrocytes were isolated from cartilage harvested
from the femoral condyles and tibial plateaus of a juvenile donor.
Frozen stocks at passage levels 3 to 5 were used for this
study. Confluent monolayers were stimulated with TNF-alpha, IL-
1, lipopolysaccharide (LPS) or peptidoglycan (PGN). Production
of Chi3L1 and 2 was analysed in culture media after 24 or
48 h of exposure, using western blotting and specific antisera
recognizing the C-terminal peptides of rat or human Chi3L1 or
human Chi3L2. Cellular RNA was isolated from the cell-layers
and analysed by RT-PCR for mRNA levels of Chi3L1 and 2 as
well as for TLR type expression.
Results: Rat chondrocytes exposed to LPS produced large
quantities of Chi3L1, suggesting that its induction is a major com-
ponent of the TLR-4 response repertoire. Stimulation of intact rat
femoral heads resulted in a similar, strong induction of Chi3L1.
Analysis of RNA preparations from rat chondrocytes by RT-PCR
suggested that TLR-4 was the predominant receptor form.
In contrast to Chi3L1, Chi3L2 was not detectable in unstimulated
human chondrocytes. However, strong induction of Chi3L2 was
observed in cultures exposed to TNF-alpha or Il-1, suggesting a
similar regulatory process as described for rat Chi3L1. The most
potent induction was observed on exposure of the chondrocytes
to PGN, while LPS had only a mild stimulatory effect, suggesting
that in human articular chondrocytes, TLR-2 is the major form of
the receptor. Analysis of mRNA levels also indicated that TLR2
may be the major receptor expressed in these cells. Production of
Chi3L1 was also increased significantly following the addition of
inflammatory mediators. As for Chi3L2, activation of TLR-2, using
PGN, was more effective than activation of TLR-4, using LPS.
Conclusions: The expression of both the Chi3L1 and Chi3L2
genes has been associated with inflammatory and degenerative
arthritis. Our data show that production of the chitinase-like pro-
teins forms part of the response to activation of TLRs both in
rat and human articular chondrocytes, indicating that, although
the receptor repertoire may be different, the outcome is very
similar. Expression of Chi3L2 in human articular chondrocytes
is more stringently controlled than that of Chi3L1 and requires
activation of the inflammatory signalling cascade. However, the
concomitant increase of Chi3L1 production indicates that there
is a degree of coordinate regulation of the two proteins in an
inflammatory milieu. Thus the expression of Chi3L2 in degen-
erate human articular cartilage indicates the activation of the
inflammatory signalling cascade, which may be responsible for
the tissue damage associated with this condition.
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Purpose: In this study we investigated the frequency and locality
of progenitor cells throughout AHAC via antibodies directed to-
wards Stro-1 and Notch-1. Moreover, to document chondrogenic
activities, we stained for Sox9, a specific transcription regulator
of collagen type II.
Methods: Paraffin embedded AHAC (collected under local ethi-
cal guidelines) from healthy (n=9) and OA affected (n=9) donors
were sectioned and immuno stained for detection of Notch-1
(Mouse IgG, Abcam), Stro-1 (Mouse IgM, R&D Systems) and
Sox9 (Rabbit IgG, Chemicon). Species matched IgG or IgM
were used as negative controls. Assessment of positive signal
localizations throughout each cartilage zone included systematic
counting of positive and negative cells in a 50Ã‘Âμm x 50Ã‘Âμm
grid (40x field), starting from the cartilage surface down to the
base of the collected tissue specimen. This was repeated five
times for each section. The identification of each zone was based
on previously reported characteristics that comprise cell shape,
morphology, orientation and pericellular matrix (PM) deposition
(3). The depth of each zone was recorded for each section for
comparative analysis on the frequency of positive signal in each
zone. Comparisons between each zone and between normal
and OA tissue were made via T-tests.
